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US 2002-80959 
US 2001-280712P 

A method for detecting the fungus Stachybotrys chartarum includes 
isolating DNA from a sample suspected of contg. the fungus 
Stachybotrys chartarum. The method further includes subjecting the 
DNA to polymerase chain reaction uing primers for detection of 
Stachybotrys chartarum 18S rRNA internal transcribed spacer regions. 
The present invention thus provides protocols for the rapid 
detection and quantitation of the toxigenic fungus Stachybotrys 
chartarum by means of polymerase chain reaction (PCR) . 
IT 466701-34-8 466701-35-9 

RL: ARG (Analytical reagent use); BUU (Biological use, 
unclassified); PRP (Properties); ANST (Analytical study); BIOL 
(Biological study); USES (Uses) 

(primer sequence; methods for detection of 18S rRNA of 
Stachybotrys chartarum in pure culture using quant, polymerase 
chain reaction) 
IT 466701-37-1 

RL: ARG (Analytical reagent use); BUU (Biological use, 
unclassified); PRP (Properties); ANST (Analytical study); BIOL 
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(probe sequence; methods for detection of 18S rRNA of 
Stachybotrys chartarum in pure culture using quant, polymerase 
chain reaction) 
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US 1998-81773P 
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Fungi and bacteria can be detected and rapidly quantified by using 
the nucleotide sequences taught here that are specific to the 
particular species or group of species of fungi or bacteria. Use of 
the sequences can be made with fluorescent labeled probes, such as 
in the TaqMan .system which produces real time detection of 
polymerase chain reaction (PCR) products. Other methods of 
detection and quantification based on these sequences include 
hybridization, conventional PCR or other mol . techniques. Primers 
and probes for the detection of the internal transcribed spacers of 
ribosomal DNAs are described. 
424854-63-7 
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primers and probes for identifying and quantifying specific fungi 

and bacteria) 
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US 1998-81773P P 19980415 
US 1999-290990 B2 19990414 
AB Fungi and bacteria can be detected and quantified by using a 

nucleotide sequence taught here that are specific to the particular 
species or group of species of fungi or bacteria. Use of the 
sequences can be made with fluorescent labeled probes, such as in 
the TaqMantrade; system which produces real time detection of 
polymerase chain reaction (PCR) products. Other methods of 
detect-ron and quanitif ication based on these sequences include 
J^lSridization, convention PCR or other mol. techniques. 
IT ^382674-25-1^ 

RL: ^RG— (-Analytical reagent use); BSU (Biological study, 
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(Biological study); USES (Uses) 
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SOURCE: Molecular and Cellular Probes (2001), 15(3), 

129-138 

CODEN: MCPRE6; ISSN: 0890-8508 
PUBLISHER: Academic Press 

DOCUMENT TYPE: Journal 
LANGUAGE: English 

AB Research was conducted with lab. cultures to establish a protocol 
for the rapid detection and quantitation of the toxigenic fungus 
Stachybotrys chartarum by means of polymerase chain reaction (PCR) . 
Sequences for the 18 S rRNA gene of S. chartarum were obtained from 
GenBank and compared against all other available sequences online 
with the Basic Local Alignment Search Tool (BLAST) . Two sets of 
TaqManTMprimers and one f luorescently labeled probe were designed 
and tested for selectivity, specificity and sensitivity of 
detection. A fluorogenic nuclease assay in conjunction with a 
sequence detector were used for the amplification and quantitation 
of S. chartarum. The primers designed amplified all S. chartarum 
isolates tested and did not amplify DNA extd. from other 
Stachybotrys species or 15 other fungal genera. The primer set 
selected had a sensitivity of <23 template copies. Many S. 
chartarum samples were initially neg. after PCR amplification. 
Incorporation of an internal pos . control in the PCR reaction 
demonstrated the presence of inhibitors in these samples. PCR 
inhibitors were removed by diln. or further purifn. of the DNA 
samples. The results of this research report on a quant. PCR (QPCR) 
method for detection and quantitation of S. chartarum and 
demonstrate the presence of PCR inhibitors in some S. chartarum 
isolates. (c) 2001 Academic Press. 

IT 395174-30-8D, 5* 6-FAM and 3' TAMRA labeled 

RL: ANT (Analyte) ; PRP (Properties); ANST (Analytical study) 
(nucleotide sequence for probe; specific detection of 
Stachybotrys chartarum in pure culture using quant, polymerase 
chain reaction) 

REFERENCE COUNT: 27 THERE ARE 27 CITED REFERENCES AVAILABLE 

FOR THIS RECORD. ALL CITATIONS AVAILABLE 
IN THE RE FORMAT 

El THROUGH E6 ASSIGNED 

FILE 1 REGISTRY 1 ENTERED AT 13:57:50 ON 10 JUN 2003 
L4 6 SEA FILE=REGISTRY ABB=0N PLU=ON (382674-25-1/BI OR 

395174-30-8/BI OR 424854-63-7/BI OR 4 66701-34-8/BI OR 
466701-35-9/BI OR 4 66701-37-1/BI ) 

L5 6 L2 AND L4 

L5 ANSWER 1 OF 6 REGISTRY COPYRIGHT 2003 ACS 
RN 466701-37-1 REGISTRY 

CN DNA, d{C-T-G-C-G-C-C-C-G-G-A-T-C-C-A-G-G-C) (9CI) (CA INDEX NAME) 
OTHER NAMES: 

CN 5: PN: WO02079513 SEQID: 5 claimed DNA 
CI MAN 
SQL 18 

SEQ 1 ctgcgcccgg atccaggc 

HITS AT: 1-18 



Searcher 



Shears 308-4994 



10/080959 



**RELATED SEQUENCES AVAILABLE WITH SEQLINK** 
REFERENCE 1: 137:274047 

L5 ANSWER 2 OF 6 REGISTRY COPYRIGHT 2003 ACS 
RN 466701-35-9 REGISTRY 

CN DNA, d(T-T-T-G-C-G-T-T-T-G-C-C-A-C-T-C-A-G-A-G) (9CI) (CA INDEX 

NAME) 
OTHER NAMES: 

CN 2: PN: WO02079513 SEQID: 2 claimed sequence 
CI MAN <- Jr 

SQL 20 % ^ 

SEQ 1 tttgcgtttg ccactcagag 
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CN DNA, d(G-T-T-G-C-T-T-C-G-G-C-G-G-G-A-A-C) (9CI) (CA INDEX NAME) 
OTHER NAME 

CN 1: WO0'2079513j)SEQID: 1 claimed sequence 

CI MAN 
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SEQ 1 gttgcttcgg cgggaac 
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CN ' DNA, ^(C^G-C^G-C-C-C-G-G-A-T-C-C-A-G-G-C) (9CI) (CA INDEX NAME) 
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SEQ 1 ctgcgcccgg atccaggc 

HITS AT: 1-18 

**RELATED SEQUENCES AVAILABLE WITH SEQLINK** 
REFERENCE 1: 136:145631 
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CN 188: PN: WO0196612 SEQip: 188 claimed DNA (9CI) (CA INDEX NAME) 
CI MAN 
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SEQ 1 ctgcgcccgg atccaggc 

HITS AT: 1-18 
** RELATED SEQUENCES AVAILABLE WITH SEQLINK** 
REFERENCE 1: 136:49313 
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Detecting and quantifying fungi and bacteria, involves 

obtaining a sequence of the fungus, extracting the DNA from 
the sample, and subjecting the DNA to polymerase 
chain reaction and fluorescent probe 
analysis ; 

Stachybotrys chartarum conidia 
detection using DNA sequence-specific DNA primer and DNA 
probe in real-time polymerase chain 
reaction analysis 
AUTHOR: HAUGLAND R; VESPER S J 

PATENT ASSIGNEE: US ENVIRONMENTAL PROTECTION AGENCY 
PATENT INFO: WO 2001096612 20 Dec 2001 

APPLICATION INFO: WO 2000-US18892 13 Jun 2000 
PRIORITY INFO: US 2000-593012 13 Jun 2000 
DOCUMENT TYPE: Patent 
LANGUAGE: English 
OTHER SOURCE: WPI : 2002-098078 [13] 

AN 2002-07556 BIOTECHDS 
AB DERWENT ABSTRACT: 

NOVELTY - Detecting and quantifying (Ml) fungi and bacteria, involves 
obtaining a sequence of the microorganism to be detected and quantified, 
extracting the DNA from the sample, and subjecting the DNA to 
polymerase chain reaction (PCR) and 
fluorescent probe analysis. 

BIOTECHNOLOGY - Preferred Microorganism: The fungi and bacteria are 
selected from any one of the microorganisms given in the specification. 
Preferred Method: The label used in (Ml) is a fluorescent label. The 
microorganism is detected and quantitated using PCR, 

hybridization or other molecular techniques. The primers and probes 



given 



are 



in 



in the specification are used for determining the cell quantities of 
fungi and bacteria. There were over 200 probes and primer sequences 
claimed in the specification which are specific for detecting a 
particular microorganism. 

USE - (Ml) is useful for identifying and quantifying specific fungi 
and bacteria using specific DNA sequences. The specific DNA sequences 

useful for the real time detection of PCR products with a 

fluorogenic probe system or other molecular probes like hybridization. 

ADVANTAGE - The method is simple and reliable. 

EXAMPLE - Conidial stocks of the target fungus, Stachybotrys 
chartarum, and the reference target, Geotrichum 
candidum, were prepared to act as calibrator and internal 
standard, respectively. Genomic DNAs were extracted from 20 
microlitres conidial suspensions using a glass bead milling and glass 
milk adsorption method. Briefly, the method involved mixing test and 
reference conidia suspensions with 0.3 g of acid-washed glass 
beads and 10 microlitres, 100 microlitres and 300 microlitres, 
respectively, of glass milk suspensions, lysis buffer and binding buffer 
in sterile 2 ml conical bottom, screw cap tubes. The tubes were shaken 

a mini beadbeater for one minute at maximum rate and DNAs were recovered 
in final volumes of 200 microlitres distilled water. TaqMan probes 
containing a TAMRA group conjugated to their 3 1 -terminal nucleotide and 

FAM group linked to their 5' -terminal nucleotides as the quencher and 
reporter f luorochromes , respectively, and TaqMan primers were obtained. 
For G. candidum, the primers used were NS92F ( 5 1 -CACCGCCCGTCGCTAC) and 
GcandRl (5 1 -AGAAAAGTTGCCCTCTCCAGTT) , and the probe was GeoP2 



( 5 1 -TCAATCCGGAAGCCTCACTAAGCCATT ) . For S. chartarum, the primers used 

were 

StacF4 ( 5 1 -TCCCAAACCCTTATGTGAACC ) and StacR5 (5 1 - 

GTTTGCCACTCAGAGAATACTGAAA) , and the probe was StacP2 (5 f - 

CTGCGCCCGGATCCAGGC) . Polymerase chain 

reaction (PCR) reactions were prepared in 0.5 ml 

thin-walled, optical grade PCR tubes. Assays for S. chartarum 

and G. candidum sequences in the same DNA samples were performed in 

separate reaction tubes. Quantification of S. chartarum conidia using 

the 

comparative CT method was performed by first subtracting mean 
reference sequence CT values from mean target sequence CT values 
for both test samples and a pre-specif ied calibrator sample to obtain 
(DELTA) CT values. Calibrator sample (DELTA) CT values were then 
subtracted 

from ( DELTA) CT values of the test samples to obtained (DELTA) (DELTA) CT 
valued. Calibrator samples were DNA extracts from mixtures of 
approximately 2 x 10 (to the powr of 4) S. chartarum (strain UMAH 6417) 
and 2 x 10 (to the powr of 5) G. candidum conidia. Test samples were 
mixed with the same quantity of G. candidum conidia prior to DNA 
extraction. Ratios of target sequences determined in the test and 
calibrator samples were then multiplied by the known quantities of S. 
chartarum conidia in the calibrator samples to obtain estimates of the 
absolute quantities of these conidia in the test samples. (110 pages) 
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